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In accordance with the rules, the words "public limited company" may be replaced by p.l.c, 
pic, P.L.C. or PLC. 

Re-registration under the Companies Act does not constitute a new legal entity but merely 
subjects the company to certain additional company law rules. 
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M&C Folio: GBP290116 



Treatment of canines 
FIELD OF THB INVENTION 

The present invention relates to a method of treatment of melanomas in animals; 
in particular, but not exclusively, the invention relates to a method of treatment of 
canine oral melanoma. Certain aspects of the invention relate to a medicament for 
treatment of such diseases, 

BACKGROUND OF THE INVENTION 

Oral malignant melanomas comprise about 30-40% of all malignant oral 
tumours in dogs, and occur most frequently in older, smaller* male dogs. Common signs 
of oral melanoma are drooling (sometimes with bloody saliva), decreased eating, and 
halitosis (bad breath). Other signs may include coughing, difficulties in swallowing, and 
weight loss. Some breeds also suffer from a vigorous development of tumour masses on 
their gums and around the teeth> which can pose physical problems during eating. 

Tumours smaller than 1 centimetre in size offer the best prognosis, because 
larger melanomas often metastasize in the early stages to the regional Jymph nodes, 
lungs, and other organs. If the dog is already has metastases at the time of diagnosis, the 
disease is advanced, and the prognosis is poor. 

Current treatment of canine oral melanoma tends to rely on surgical excision and 
radiation. Because complete excision of the cancer is often diffi cult and tumour 
recurrence is common, the prognosis even after surgical excision is poor. The median 
survival time for dogs with oral melanoma is S months after diagnosis. Adjuvant 
therapies such as chemotherapy, immunotherapy, and experimental gene therapy are 
often applied because of the cancer's high rate of metastasis- 
There is a need for an alternative treatment for canine oral melanoma* 
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PCT pubhcatkms WO 03/004049 and WO .03/064472 describe therapeutic 
agents and treatments which are based on a serum composition with many surprising 
beneficial effects. The respective content of each of these two texts is incorporated hi 
Ml by. specific reference. In particular, the reader is referred to them for an 
understands of how "the therapeutic agent can be prepared,: and: for. the indications 

which can be treated. 

Typically a goat is immunised with HTV-3B viral lysate raised in H9 cells. The 
resulting serum is believed to be active against HIV, and multiple sclerosis. The reader 
is further referred m particular to 4* section on pages 3 and 4 of WO03/0O4049 headed 
'Example of Production of Goat Serum' for further details of the production of serum. 
This section is incorporated herein by reference. 

In addition to the uses described in the earlier PCT publications', it has been 
surprisingly identified that the serum composition may be active against canine oral 
melanoma.' 

SUMMARY OF THE INVENTION 

According to a first aspect of the present invention, mere is provided a method 
of treatment of a melanoma in a canine, the method comprising administering a serum 
composition obtained from a goat after challenge with an immunogen. 

The immunogen may comprise HIV. This may be presented in intact host cells, 
in cell-free extracts, as a viral lysate, Of in a mixture thereof. 

Alternatively, in, a variation of the invention, following heat inactivation of a 
superoate solution upon which a viral culture has been grown or which is capable of the 
same, but has not been used to grow a culture, may also be used as an immunogen 
which will produce a suitable response. Any supemate solution or other medium which 
is suitable for the in "vitro growth of HIV or another virus may be used to produce an 
acceptable immunogen, which will produce an effective response. The supemate of a 
cell culture growth medium such as PMBC or the cancer immortal cell line as used to 
grow HIV 3b are given as an example. The HIV or other selected virus does not need to 
be present to produce an effective immunogen to create the composition. 

Other suitable immuriogens are recited on pages 12 and 13 of WO03/064472, 
the contents of which are incorporated herein by reference. 
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The animal to be treated is preferably a dog. 

The melanoma to be treated is preferably a malignant melanoma, and more 

preferably oral malignant melanoma. 

An example of preparation of goat serum ia given below. 

^ «nm composition is prefcraMy admtaistared'm a dosage ofbetween 0.01 
and 10 mgfcg to me subject; more preferably between 0.01 and S mgte between 0.05 
and 2 mgfcg, and most ^efcrably be.ween 0, and 1 mgte Xh pree.se dosage **. 
admMsKred may be varied depending on sneb triors as me age, se*. and wergh, of 
animal, ma method and formulation of administration, as well as me natnre and the 
severe of me melanoma * to «■* «■*■-•-* - **_-» of 
atoinisttation, cc^ofmeantaAdn^comb^c^-mre^on^n^nrmay 

be taken into account 

The scrum composition may be administered by any effective route, preferably 

by subcutaneous injection, although alternative route* which may be used mchide 
mtramuscularorintralesionalinjection, oral, aerosol, parenteral, or top^al. 

An effective treatment regimen may be determined by the clinics or 
veterinarian responsible for me treatment, and may depend on factors such as the age 
sex weight of the animal, the method of administration, and me nature and seventy of ; 
the'disorder to be treated. Other factors such as diet, time of adulation, coupon of 
the animal, drug combinations, and reaction sensitivity may be taken into account. One , 
preferred regimen for the treatment of canine oral malignant melanoma is the 
subcutaneous injection ofbetween 0.1 and 0.5 mg/kg of serum composition m a hqurd 
formulation. A single dose is drought to offer an improvement in the condition of the 
animal for some 2 to 5 days. An alternative treatment regimen, which may be suitable 
for more severe conditions, is the administration of 1 mg/kg serum composition by 
subcutaneous injection ouce daily for one week. Injections may need to be repeated at 
weekly to monthly intervals indefinitely in order to control the condition. 

The serum composition may, but need not, comprise anti-HLA antibody. It is 
believed that this may play a role in the activity of the serum. 

A further aspect of the invention provides a method of treatment of a melanoma 
hva canine, the method comprising administering a serum txmaposition obtainable from 
a ooat after challenge with an immunogen. 
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The present invention also provides the use of a serum composition obtained 
flom a goat after challenge with an immunogenin the manufecture of a medicament for 
the treatment of a melanoma in a canine. The use of a serum composition obtainable 
toa goat after cha^^ 

the treatment of a melanoma in a canine is also pro vided. 

Also provided is a pharmaceutical composition for the treatment of a melanoma 
in a canine, the composition comprising a serum composition obtained from a goat after 
challenge with an hnmunogen, suitable for administration to a subject animal. 

Examples of pharmaceutical compositions include any solid (tablets, pills, 
capsules, granules, etc) with suitable eomposition for oral, topical, or parenteral 
adtnhustration; fluids suitable for injection; or aerosols suitable for admmistration to an 
animal. The compositions may include a carrier. 

According to a further aspect of the present invention, there is provided a 
method of treatment of a melanoma in a canine, the method comprising administering a 
serum composition comprising anti-HLA antibody. It is .believed that at least a 
component of the serum activity is linked with anti-HLA "activity; the activity may 
reside in the antibody itself or in some other factor associated with the antibody. 
Preferably the anti-HLA antibody is goat anti-HLA antibody. The antibody may be 
polyclonal. 

DETAILED DESCRIPTION OF THE INVENTION 
Example of Production of <3oat Serum 

A goat was inoculated by intramuscular injection with lysed HIV viral cocktail 
and formulated with Freunds adjuvant. The virus was previously heat killed at 60°C for 
30 minutes. Blood samples were drawn after an appropriate interval, such as two weeks, 
for initial assessment, ha the optimised procedure, the goat is injected every week for 
four weeks, then at six weeks the animal is bled to obtain the reagent. 
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Approximately 400 cc of blood is drawn from the goat under sterile technique. 
The area for needle extraction is shaved and prepared with betadine. An 1 8-gage needle 
is used to draw approximately 400 cc of blood from the animal. Of note is that the 
animal can tolerate approximately 400 cc of blood drawn without the animal suffering 
any untoward effects. The animal does not have to be sacrificiilTEe anfinal ~fcan~tJh:en be 
re-bled in approximately 10 to 14 days after it replenishes its blood volume. 

The presence of potentially useful antibodies was confirmed, having regard to 
the desired antibody activity. Once the presence of such reagents was confirmed, blood 
was then taken from the goat at between 4-6 weeks. 

The base blood product in order to create the reagent is then centrifiiged to 
create the serum. 300 ml of serum was then filtered to remove large clots and particulate 
matter. The serum was thai treated with supersaturated ammonium sulphate (45% 
solution to room temperature), to precipitate antibodies and other material The resulting 
solution was centrifuged at 5000 rpm for five minutes, after which the supernatant fluid 
was removed. The precipitated immunoglobulin was resuspended in phosphate-buffered 
saline (PBS buffer, see Sambrook et al, 'Molecular Cloning: A Laboratory Manual', 
1989) sufficient to redissolve the precipitate. 

The solution was then dialysed through a membrane with a molecular weight cut: 
off of 10,000 3>altons. Dialysis was carried out in PBS buffer, changed every four hours 
over a period of 24 hours. Dialysis was carried out at 4°C. 

After 24 hours of dialysis the contents of the dialysis bag were emptied into a 
sterile beaker. The solution was adjusted such that the mass per unit volume =10 mg 
per ml. The dilution was carried out using PBS. The resulting solution was then filtered 
through a 0.2 micron filter into a sterile container. After ffltration* the solution was 
aliquoted into single dosages of 1ml and stored at -22°C prior to use. 

Administration of serum 

* A 1 ml aliquot of serum, prepared as described, is adjusted to provide a dose of 
0.1 tag/kg, and injected subcutaneously to a domestic dog offering from oral malignant 



melanoma. 
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